The technical specifications, including primer sequences, amplicon length, genomic location (UCSC Genome Browser on Human Feb. 2009 (GRCh37/hg19) Assembly) and assay-specific PCR and HRM protocols are shown below for the three MS-HRM assays covering Region 1, 2 and 3 of the miR-210 promoter. For each MS-HRM assay, 180 bp of surrounding genomic sequence (upper strand) and corresponding bisulfite-modified sequence (lower strand) is shown with the locations of the primers indicated in red. The transcription start site for the miR-210 host gene (MIR210HG) is indicated in yellow.
Region 2
PCR and HRM protocol for the Region 2 MS-HRM assay: 1 cycle of 95ºC for 10 minutes. 1 cycle of 95ºC for 15 seconds, 45 cycles of 1 minute at 60ºC. 95°C for 1 minute, 55ºC for 1 minute and a melting phase from 55°C to 95°C with a temperature increase of 0.01°C/sec and 50 fluorescence acquisition points per °C. Amplicon length = 134 bp.
Genomic location (Hg19): Chr11: 569171-569350 MS-HRM Primers: Region 2 F: 5′ -CGGAAGTTTTTGGAGTTTGG -3′ Region 2 R: 5′ -TCAAAACTCCTTTAATTTTACAC -3′
Region 3
PCR and HRM protocol for the Region 3 MS-HRM assay: 1 cycle of 95ºC for 10 minutes. 1 cycle of 95ºC for 15 seconds, 45 cycles of 1 minute at 58ºC. 95°C for 1 minute, 55ºC for 1 minute and a melting phase from 55°C to 95°C with a temperature increase of 0.01°C/sec and 50 fluorescence acquisition points per °C. Amplicon length = 120 bp. 
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